[Abstract] This protocol provides an efficient method for preparation of high-quality proteins from rice leaves and grains. The method involves phenol extraction to separate proteins from the non-protein components such as polysaccharides, lipids and phenolic compounds that are commonly enriched in plant tissues. Following isolation, proteins are precipitated with ammonium acetate/methanol and then solubilized for proteomic analysis. As the protocol is simple, universal, and most importantly compatible with silver staining, it has been applied to our routine protein extraction from rice and many other plant tissues and it even works fine in animal tissues for the requirement of electrophoretic separation.
2. Grind the tissue to a fine powder, using a mortar and pestle ( Figure 2B , Video 1).
3. Add 5 ml extraction buffer and immediately grind the sample until foaming ( Figure 2C , Video 1).
4. Add 0.5 g PVPP and grind completely. Then add 5 ml extraction buffer and grind the sample until foaming (Video 1).
5. Add 250 μl 40 mM PMSF and 5 ml extraction buffer, and then grind the mixture until foaming (Video 1).
6. Transfer the homogenate into a sterilized 50 ml centrifuge tube (Video 1). c. Do not dry the pellet too long in the step B9. It takes about 2-3 min (less than 5 min).
The over-dried pellet will be very difficult to resuspend and dissolve completely in the lysis buffer. 2. Phenol waste has to be stored separately in a glass bottle that can be properly sealed.
Phenol waste has to be discarded according to the chemical waste regulations of respective institution. 
